ABSTRACT Nasopharyngeal carcinoma (NPC) is a rare malignancy in most parts of the world. It is an Epstein-Barr virus2associated malignancy with an unusual racial and geographical distribution. The host innate immune sensor genes play an important role in infection recognition and immune response against viruses. Therefore, we examined the association between polymorphisms in genes within a group of pattern recognition receptors (including families of Toll-like receptors, C-type lectin receptors, and retinoic acid2inducible gene I2like receptors) and NPC susceptibility. Twenty-six single-nucleotide polymorphisms (SNPs) in five pattern-recognition genes were genotyped in 492 North African NPC cases and 373 frequency-matched controls. TLR3_rs3775291 was the most significantly associated SNP (odds ratio [OR] 1.49; 95% confidence interval [95% CI] 1.1122.00; P = 0.008; dominant model). The analysis showed also that CD209_rs7248637 (OR 0.69; 95% CI 0.5220.93; P = 0.02; dominant model) and DDX58_rs56309110 (OR 0.70; 95% CI 0.5120.98; P = 0.04) were associated with the risk of NPC. An 18% increased risk per allele was observed for the five most significantly associated SNPs, TLR3_rs3775291, CD209_rs7248637, DDX58_rs56309110, CD209_rs4804800, and MBL2_rs10824792, (p trend = 8.2 · 10 24 ). Our results suggest that genetic variation in pattern-recognition genes is associated with the risk of NPC. These preliminary findings require replication in larger studies.
viral factors (Feng et al. 2009; Jia and Qin 2012) . The observation that Chinese emigrants from endemic areas continue to have a high incidence of NPC, regardless of their country of immigration (Chang and Adami 2006) , also suggests that genetic factors, such as single-nucleotide polymorphisms (SNPs), may play a role in the susceptibility of this disease.
During viral infection, innate immunity is the first line of defense. It orchestrates host responses to prevent or reduce viral replication and spread until the adaptive immune system is operational and able to eliminate the specific invading pathogen and to generate immunological memory. Cellular viral sensors have long been recognized as crucial mediators of innate antiviral defense with important effects on the magnitude and quality of both innate and adaptive immune responses. Important antiviral factors and pathways, such as the retinoic acid-inducible gene I protein/DEAD (Asp-Glu-Ala-Asp) box polypeptide 58 (RIG-I/DDX58), Toll-like receptors (TLRs), mannosebinding lectin (encoded by MBL2), and dendritic cell2specific intercellular adhesion molecule-32grabbing non-integrin (DC-SIGN, also known as CD209) play a role in viral sensing, control, pathogenesis, and outcome of viral infections (Thompson and Iwasaki 2008; Nakhaei et al. 2009; Faure and Rabourdin-Combe 2011; Frakking et al. 2011; Clingan et al. 2012) .
Inherited polymorphisms in cellular viral sensor genes are potential determinants of immune response heterogeneity that may influence the immune responses by altering the functionality and antiviral effects of the corresponding proteins. Genetic variants in these genes have been implicated as important regulators of immunity and host response to infection and to malignancies (El-Omar et al. 2008; Haralambieva et al. 2011) .
Bearing in mind the multifaceted interactions between viruses and factors of the innate immune system, we sought to investigate the role of cellular antiviral sensors as plausible contributors to immune response heterogeneity in the development of NPC. For this reason, we performed a comprehensive candidate gene association study to investigate the role of potentially functional SNPs located within the CD209, DDX58, MBL2, TLR2, TLR3, and TLR9 genes on the risk of NPC.
MATERIALS AND METHODS

Study population
Details of the studied populations are described elsewhere (Feng et al. 2007 (Feng et al. , 2009 ). In brief, 333 NPC cases and 373 controls were recruited between the years 2001 and 2004 from four centers located in two North African countries with a high incidence of NPC: Morocco (Casablanca and Rabat) and Tunisia (Tunis and Sousse). An additional 159 NPC cases from Casablanca, Morocco, recruited between the years 2006 and 2009 were added in the current study. Inclusion criteria stipulated that all four grandparents of each subject were of Moroccan or Tunisian origin. The hospital-based controls were cancer-free individuals and unrelated to the patients. They were matched to the NPC cases by sex, age, and childhood household type (rural or urban). At recruitment, informed consent was obtained from each subject, who was then interviewed to collect detailed information on demographic characteristics. The baseline characteristics of the population sample analyzed in our study are shown in Table 1 . The study was approved by the International Agency for Research on Cancer ethical committee.
SNP selection
A total of 26 SNPs across six innate immune genes (CD209, DDX58, MBL2, TLR2, TLR3, and TLR9) were selected to the study based on data obtained from the International HapMap Project (http://hapmap. ncbi.nlm.nih.gov) and the NCBI database (http://www.ncbi.nlm.nih. gov) for the CEU (Utah residents with Northern and Western European ancestry from the CEPH collection) and the YRI (Yoruba in Ibadan, Nigeria) populations, as no information was available for any Northern African population (Bosch et al. 2001; Hajjej et al. 2006) . The selection criteria were as follows: (1) minor allele frequency $10%; (2) location within the coding region (nonsynonymous SNPs), the 39 and 59 untranslated regions (UTRs), and the promoter (up to approximately 1 kb from the transcription start site); and (3) linkage disequilibrium (LD; r 2 , 0.80) between the SNPs. We explored the potential function of the associated SNPs as well as other potential causal variants in LD (r 2 $ 0.80) with these SNPs using FuncPred (http://snpinfo.niehs.nih.gov/index.html). The SNPs selected to the study are shown in Table 2 .
Genotyping High-quality genomic DNA was available for 492 NPC cases and 373 controls from Morocco and Tunisia. Genotyping was performed using KASPar SNP Genotyping system (KBioscience, Hoddesdon, UK) in a 384-well plate format. Polymerase chain reaction products were analyzed with the ABI Prism 7900HT detection system using the SDS 2.4 software (Applied Biosystems, Foster City, CA). Internal quality controls (approximately 10% of samples randomly selected and included as duplicate) showed .99% concordance for each assay. The mean call rate was 97%.
Statistical analysis
The observed genotype frequencies in controls were tested for HardyWeinberg equilibrium using a Pearson goodness-of-fit test (http:// ihg2.helmholtz-muenchen.de/cgi-bin/hw/hwa1.pl). The most common genotype in the control group was assigned as the reference category and odds ratios (ORs) and their corresponding 95% confidence intervals (CIs) were estimated using multiple logistic regressions after inclusion of matching variables (center, age, and sex). All tests were considered to be statistically significant with a P , 0.05. Estimates of pair-wise LD based on the r-squared statistic were obtained using Haploview software, version 4.2. Haplotype block structure was determined using the method of Gabriel et al. (2002) with the HaploView software and the SNPtool (http://www.dkfz.de/de/molgen_ epidemiology/tools/SNPtool.html). Cumulative impact of the alleles that were nominally associated with the risk of NPC (P , 0.10) in the present study was evaluated by counting one for a heterozygous genotype and two for a homozygous genotype. Epistasis between all studied SNPs was tested using multifactor dimensionality reduction (MDR) method for interaction (Ritchie et al. 2001) . This model-free, nonparametric data reduction method classifies multilocus genotypes into high-risk and low-risk groups. The MDR version 2.0 beta 5 with the MDRpt version 0.4.9 alpha module for permutation testing is an open-source and freely available software (http://www.epistasis.org/). The software estimates the importance of the signals by using both cross-validation and permutation testing, which generates an empirical p-value for the result. A P , 0.05 was considered statistically significant.
RESULTS
From the 26 originally selected SNPs, three (TLR2_rs5743704, TLR2_rs5743708, and TLR9_rs5743840) turned out to be monomorphic in our North African study population, and one failed genotyping (DDX58_rs7029002). Genotype frequencies and LD patterns did not differ significantly between the two countries (Table  3 and Supporting Information, Figure S1 ) (Hajjej et al. 2006) . The genotype frequencies in controls were in Hardy-Weinberg equilibrium with the exception of MBL2_rs1800450 (P = 0.001). The SNP was excluded from further analyses.
In the pooled population, three SNPs were significantly associated with the risk of NPC (Table 3 ). The strongest association was observed for TLR3_rs3775291; the A-allele carriers had an increased risk of NPC with an OR of 1.49 (95% CI 1.1122.00, P = 0.008). Additionally, the minor allele carriers of the SNPs CD209_rs7248637 and DDX58_ rs56309110 had a decreased risk of NPC (OR 0.69 95% CI 0.5220.93 and OR 0.70 95% CI 0.5120.98, respectively). Considering the number of statistical tests (21 SNPs analyzed for the dominant model), none of the associations did survive the conservative Bonferroni correction (P = 0.05/21 = 0.002). However, for TLR3 and DDX58, the ORs for the Moroccan and Tunisian populations were almost identical, showing internal consistency in the results. Figure 1 shows the case and control distribution according to the cumulative number of risk alleles. Combining genotypes of the five most significantly associated SNPs (P , 0.10) for the 419 cases and 331 controls, we calculated ORs corresponding to an increasing number of risk alleles. The risk of NPC increased significantly, with a perallele OR of 1.18, 95% CI 1.07-1.29 (p trend = 8.2 · 10 24 ). For carriers of more than six risk alleles, the risk of disease was increased 1.64-fold (OR 1.64, 95% CI 1.22-2.19, P = 9.0 · 10 24 ), compared with carriers of less than or equal to six risk alleles. We also analyzed high-order interactions between SNPs using the MDR algorithm. No combination of possibly interactive polymorphisms reached statistical significance in predicting the incidence of NPC (data not shown).
DISCUSSION
Because NPC is consistently associated with EBV and its incidence varies depending on the geographic location, genetic variants in innate immunity-related recognition pathways may contribute to disease pathogenesis. Here, we evaluated for the first time the influence of n 
SNP, single-nucleotide polymorphism; Chr., chromosome; TFBS, transcription factor-binding site; nsSNP, non-synonymous coding SNP; Aa, amino acid; UTR, untranslated region. a FuncPred tool was used to predict the functional consequences of the SNPs: +, positive prediction; -, no prediction. b Assay failed. c Genotype frequencies in controls were not in HWE and the SNP was excluded from the analyses. d Monomorphic SNP.
n Table 3 Single-locus association analyses human genetic variation in some key host antiviral sensor and antiviral receptor genes on NPC susceptibility in a North African population. Polymorphisms in the studied genes CD209, DDX58, MBL2, TLR2, TLR3, and TLR9 have been reported to influence a number of infectious diseases, including HIV-1 (Koizumi et al. 2007; Pine et al. 2009 ), cytomegalovirus (Mezger et al. 2008) , tuberculosis (Vannberg et al. 2008; Velez et al. 2010 ), hepatitis C virus (Koutsounaki et al. 2008; Ryan et al. 2010) , and dengue virus (Sakuntabhai et al. 2005; AcioliSantos et al. 2008; Wang et al. 2011 ) infection among others, revealing their potential role in host defense against pathogens. Our genetic data from the SNP analyses pointed to the possible involvement of genetic variants within the TLR3 gene (rs3775291/ Leu412Phe) but also in the CD209 gene (rs7248637/39 UTR) and in the DDX58 gene (rs56309110/promoter). The other SNPs did not show any significant association.
The most significant association with NPC risk was identified by TLR3_rs3775291. The observed 1.49-fold increase in NPC risk is modest, however; this is the magnitude of risk that one would anticipate for a heterogeneous genetic disease. Previously, several studies have suggested that the TLR3_rs3775291 variant allele plays an important role in viral infections (Yang et al. 2012; Dhiman et al. 2008; Gorbea et al. 2010) . However, the only study so far in NPC did not find any association between this SNP and the risk of NPC in a Cantonese population (He et al. 2007 ). TLR3 recognizes doublestranded RNA and is a major effector of the immune response to viral pathogens. In addition to an antiviral interferon response (Oshiumi et al. 2003) , it also triggers pro-apoptotic pathway by activating nuclear factor-kB (Salaun et al. 2006) . In humans, it is expressed not only in immune cells but also in many different types of malignant cells, such as breast cancer (Gonzalez-Reyes et al. 2010) and melanoma cells (Salaun et al. 2007 ). EBV-encoded small, noncoding RNA (EBER) molecules exist abundantly in EBV-infected cells. They can give rise to double-stranded RNA-like structures, and induce TLR3-mediated signaling (Iwakiri et al. 2009 ). TLR3_rs3775291 is causing an amino acid change Leu412Phe, which is located next to a glycosylated asparagine at position 413, which is located within the ligand-binding surface required for receptor activation (Bell et al. 2005; Sun et al. 2006) . In fact, the TLR3_rs3775291 variant allele has been reported to impair poly(I:C)-mediated NF-kB and interferon activity in transfected HEK 293T and NK cells and to affect surface TLR3 expression (RanjithKumar et al. 2007; Gorbea et al. 2010; Yang et al. 2012) . Thus, the TLR3_rs3775291 variant allele may affect the recognition of EBER, which can lead to an inhibition of apoptosis or to an EBV immunoescape and therefore enhanced risk of NPC. TLR3_rs3775291 may also have clinical importance, since TLR3 agonists have been implemented as adjuvant therapy in clinical trials for different types of cancer and therapeutic response may depend on TLR3 status of the tumor tissue (Laplanche et al. 2000; Salaun et al. 2007) .
DC-SIGN is a transmembrane lectin receptor on dendritic cells (DC), which can recognize many pathogens and modulate multiple immune functions (Zhou et al. 2006) . EBV has been observed to infect DC-SIGN2positive cells such as immature DCs, monocytes and some macrophages (Li et al. 2002; Severa et al. 2012) . The only study investigating the association of polymorphisms of CD209 with NPC risk is a study by Xu et al. (2010) . They investigated SNPs in the promoter and found that the GG genotype of rs2287886, the AA genotype of rs735240, and the G allele of rs735239 were associated with an increased NPC risk. We did not observe any association with the promoter SNPs; however, the 39-UTR SNP rs7248637 was associated with a reduced risk. Nothing is known about the biological significance of this variant. We can postulate that by affecting the miRNA-mediated n c Indicate a statistical significance at 5% level.
regulatory function (FuncPred), this SNP may interfere with miRNA target recognition and lead to the reduced risk observed in the current study.
In addition to TLRs and DC-SIGN, RIG-I also can induce a DC response to viral infection (Kawai and Akira 2006) . In EBV-infected Burkitt's lymphoma cells, the EBER molecule is recognized by RIG-I, leading to activation of type I interferon signaling (Samanta et al. 2006) . It has been shown that the innate immune response of human DCs to infection by different viruses is strongly dependent on the level of DDX58 expression, which is modified by a common polymorphism rs10813831 in DDX58 (Hu et al. 2010) . Still, there are hardly any case-control studies (Haralambieva et al. 2011) . In our study, there was no association between the functional SNP rs10813831 and the risk of NPC. Instead, the G allele of DDX58_rs56309110 polymorphism was associated with a decreased risk of developing NPC. The biological function of this promoter SNP is unknown. According to FuncPred, this SNP is changing the binding site of several transcription factors, however, without any predicted functional consequences.
The present study has both strengths and limitations. The detailed clinical evaluation and the genetic homogeneity of the study population, representing two North African populations with a sufficient size, is the main strength of the current study. The fact that we selected potentially functional SNPs to our study may have increased our ability to identify SNPs related to NPC. On the other hand, because no data were available on SNP frequencies in any North African population, we used data on the CEU and the YRI populations in our selection process. As also shown by our genotyping, the genetic constitution of the Moroccan and the Tunisian population is very similar, and it has been influenced by both European and Sub-Saharan gene flow (Bosch et al. 2001; Hajjej et al. 2006 ). However, we may have missed some SNPs private to the North African populations. There may also be some rare SNPs with minor frequency allele ,10% or SNPs with still-unknown regulatory properties that were not covered by our study. Functional analyses may contribute to the understanding of the role of the studied genes in NPC and may overcome the limitation of function prediction tools that are mostly based on sequence similarities.
In summary, our results suggest a potential role for the host genetic background in NPC susceptibility. The available case and control samples from Morocco and Tunisia provided a unique possibility to analyze the genetic background of the EBV-related cancer NPC in a high-incidence population. Polymorphisms in CD209, DDX58, and TLR3 were associated with the risk of NPC with TLR3_rs3775291 showing the strongest association. Furthermore, the risk increased with increasing number of the risk alleles. Admittedly, further studies are needed to confirm our findings and to evaluate the function of the disease-associated SNPs. Figure 1 Distributions of the risk alleles by disease status (risk alleles: TLR3_rs3775291, DDX58_rs56309110, MBL2_rs10824792, CD209_rs4804800, and CD209_ rs7248637).
